Abstract: Adipose tissue is a major endocrine organ capable of secreting adipokines with a role in whole-body metabolism. Changes in the secretome profile during the development of obesity is suspected to contribute to the risk of health complications such as those associated with weight regain after weight loss. However, the number of studies on weight regain is limited and secretome changes during weight regain have hardly been investigated. In an attempt to generate leads for in vivo studies, we have subjected human Simpson Golabi Behmel Syndrome adipocytes to glucose restriction (GR) followed by refeeding (RF) as an in vitro surrogate for weight regain after weight loss. Using LC-MS/MS, we compared the secreted protein profile after GR plus RF with that of normal feeding (NF) to assess the consequences of GR plus RF. We identified 338 secreted proteins of which 49 were described for the first time as being secreted by adipocytes. In addition, comparison between NF and GR plus RF showed 39 differentially secreted proteins. Functional classification revealed GR plus RF-induced changes of enzymes for extracellular matrix modification, complement system factors, cathepsins, and several proteins related to Alzheimer's disease. These observations can be used as clues to investigate metabolic consequences of weight regain, weight cycling or intermittent fasting.
Introduction
Obesity has become a worldwide critical health issue because it is frequently accompanied by the development of health complications such as type II diabetes, cardiovascular diseases, respiratory problems and certain types of cancer [1] . Obesity is characterized by excess body fat mass, which is mostly stored in the adipose tissue. Additionally, adipose tissue is known as a major endocrine organ capable of secreting various signaling and mediator proteins, termed adipose-derived secreted proteins or adipokines [2] . Studies have shown that the secreted proteins are hormones, cytokines, extracellular matrix related proteins as well as proteins involved in cardiovascular, lipid and glucose metabolism [3] . These adipokines have a variety of effects on homeostasis and metabolism by autocrine, paracrine and endocrine activity, which could contribute to the development of obesity and obesity-associated complications [4, 5] .
For overweight and obese people, weight loss is an indicated remedy that can reduce the risk for comorbid conditions [6] . A calorie restrictive diet is part of a common practice to try and lose weight. Losing 5% of body weight already results in significant improvement of health parameters such as lower blood pressure, plasma glucose and insulin levels [7] . In parallel, in vitro studies have illustrated that calorie restriction (CR) results in an altered secretion profile of adipocytes, comprised of a less inflammatory phenotype and a reversed expression of detrimental adipokines [8] . However, weight loss is often followed by weight regain. Generally, up to 80% of people who lost weight on CR, regain weight and often return to their original weight or even beyond, within one or two years [9] . Moreover, it has been suggested that weight regain after weight loss could worsen metabolic health [10] , possibly mediated by changes in the adipose tissue secretome. Consequently, prevention of weight regain after successful weight loss is a critical challenge for obesity management and it is essential to obtain more knowledge on the causes and consequences of weight regain [11] . So far, the number of biological studies on weight regain has been limited and secretome changes during weight regain are largely unknown.
A growing body of data suggests that Simpson Golabi Behmel Syndrome (SGBS) cells are an excellent tool to study adipokine secretion [3, [12] [13] [14] [15] . SGBS cells display a much more active differentiation capacity compared with primary pre-adipocytes in culture, and retain this capacity over at least 30 generations while being similar to primary cells in morphology, physiology and biochemistry [12, 13] . Moreover, it has been reported that in vitro differentiated SGBS adipocytes behave similar to human primary adipocytes in functions such as glucose transport, lipogenesis and lipolysis [12, 15] . Based on their origin and gene expression comparison, differentiated SGBS cells are regarded as subcutaneous white adipocytes [13] . Therefore, SGBS cells have been widely accepted and used for in vitro adipocyte experiments. Using these cells, we have earlier reported on secretome changes induced by glucose restriction (GR) and found several novel adipokines [8, 16] . However, the effect of GR plus refeeding (RF) on adipokine secretion has not been investigated. Recently, we established a protocol for GR followed by RF for SGBS cells and examined the influence on the cellular proteome [17] . Here we report on changes in the in vitro secretome when normal feeding (NF) is compared with GR plus RF in an attempt to obtain leads on possible threats to metabolic health as a consequence of weight regain after weight loss.
Results

Proteins Secreted from Human SGBS Adipocytes
In total, 1326 proteins were identified from the collection medium. By filtering these proteins, SignalP 4.1 detected the presence of a signal peptide in 328 proteins. Deeploc recognized 230 secreted proteins by predicting the extracellular location. In total these two groups represented 337 different proteins ( Figure 1A ; Table S1 ). 221 out of 337 proteins both contained a signal peptide and were located in the extracellular space, nine proteins (membrane primary amine oxidase (AOC3), cysteine and glycine-rich protein 1 (CSRP1), galectin-1 (LGALS1), D-dopachrome decarboxylase (DDT), trypsin-3 (PRSS3), metallothionein-1G (MT1G), proteasome inhibitor subunit 1 (PSMF1), ectonucleotide pyrophosphatase/phosphodiesterase family member 2 (ENPP2), small proline-rich protein 2G (SPRR2G)) were only predicted by the extracellular space and 107 proteins only had a signal peptide for secretion ( Figure 1A ). In addition, we manually checked the list of proteins which were not recognized as secreted by SignalP or Deeploc, for proteins known by their function to be secreted. So far, only complement factor 1Q (C1q) was found to be missed by the programs. Thus, C1q was added to our analysis list with a total of 338 secreted proteins (Table S1 ). 
Newly Identified Secreted Proteins of Human SGBS Adipocytes
Literature on secreted proteins from adipocytes or adipose tissue was searched online and in total 24 research papers and five reviews were found (Table 1) [2, 3, 8, 16, . Comparing our secretome data set with the data reported in these papers, 49 secreted proteins were identified as novel secreted proteins that had not been described before for adipocytes or adipose tissue (Table 2) . Of these proteins, 46 proteins were annotated as classical secreted proteins (S or S+D in Table 2 ) and three as non-classical secreted proteins (D in Table 2 ; MT1G, PSMF1, SPRR2G). 
Literature on secreted proteins from adipocytes or adipose tissue was searched online and in total 24 research papers and five reviews were found (Table 1) [2, 3, 8, 16, . Comparing our secretome data set with the data reported in these papers, 49 secreted proteins were identified as novel secreted proteins that had not been described before for adipocytes or adipose tissue ( Table 2) . Of these proteins, 46 proteins were annotated as classical secreted proteins (S or S + D in Table 2 ) and three as non-classical secreted proteins (D in Table 2 ; MT1G, PSMF1, SPRR2G). The number in the "secreted" column refers to the number of identified adipocyte secreted proteins, the "novel" column shows the number of newly reported adipokines in that report. NA: there is no exact number for secreted proteins mentioned in the article or supplemental materials. 
Functional Categories of Identified Proteins
To get information of the 338 proteins (Table S1 ) secreted by SGBS adipocytes, functional classification was done according to information on genes/proteins in databases: GeneCards [43] , UniProt [44] and PubMed [45] . Generally, these proteins could be classified into nine categories according to biological function with "extracellular matrix (ECM) and cell adhesion" (80 proteins, 24%) and 'ECM modification' (65 proteins, 19%) representing the largest groups ( Figure 1B) . Notably, 12 of the 30 proteins in the immune system category appeared to be complement factors and seven of the 29 proteins in the lysosome-based group were cathepsins.
Adipocyte Secretome Changes after GR Plus RF as Compared with NF
Recently we have reported that the growth rate of fat droplets during NF and during RF after GR shows similar kinetics, which allowed us to investigate the combined influence of GR plus RF on the cellular proteome [17] . In the present study we focused on the secretome of those samples and searched for secreted proteins, of which the abundance was influenced by GR plus RF. For that, protein abundances were quantified by liquid chromatography tandem mass spectrometry (LC-MS/MS) after NF (T18) and after GR plus RF (T22RF). 39 proteins were significantly changed by GR plus RF compared to NF (Table 3 ) with 18 proteins being up-regulated and 20 proteins being down-regulated. These 39 proteins can be divided into nine functional categories, which seem to parallel the functional categories of the total identified secretome. 13 out of 39 proteins were related to the ECM with seven proteins belonging to the ECM and cell adhesion group and six proteins belonging to ECM modification group. It indicates that GR plus RF induces specific changes to the ECM. Four of the 39 proteins were up-regulated with a FC > 4: complement factor B (CFB), ADAMTS-like protein 1 (ADAMTSL1), target of Nesh-SH3 (ABI3BP), liver carboxylesterase 1 (CES1), and two were down-regulated with a FC > 4: sortilin (SORT1) and dermokine (DMKN). Changes of protein expression during GR plus RF could be due to different mechanisms with major changes either during GR and/or during RF. Therefore, we examined the changes of abundance of the 39 proteins during the separate phases of GR and RF (Table S2 ). The results confirmed the existence of different regulatory mechanisms. For instance, ADAMTSL1 was up-regulated 10.47× during GR but remained at this level of expression during RF. A similar pattern of expression was observed for prostaglandin-H2 D-isomerase (PTGDS) that was up-regulated 8.44× during GR but only up-regulated 1.51× during RF. ABI3BP did not change during GR, but was 5.04× up-regulated during RF. SORT1 was only slightly down-regulated (1.56×) during GR but 4.07× down-regulated during RF. NF: normal feeding, GR: glucose restriction, RF: refeeding. FC_(GR+RF)/NF: fold change between GR plus RF (T22RF) and NF (T18). When FC >1, the value was described as FC; otherwise, the value was described as −1/FC.
Discussion
In the present study, we performed GR followed by RF of SGBS cells as a simple in vitro surrogate for in vivo weight regain after weight loss and investigated the changes of human adipocyte-derived secreted proteins. Comparison between NF and GR plus RF was made to gain information on changes induced to the secretome that could serve as leads to get further insight into the consequences of weight regain for metabolic health. Our results show that GR plus RF induced adipocyte secretome changes involving biological pathways of ECM remodeling, lipid metabolism, complement system, and tissue homeostasis. Furthermore, 49 secreted proteins were described here for the first time as being secreted by adipocytes.
Harvesting secreted proteins from the culture medium inevitable leads to contamination with leaked cellular proteins. We have applied bioinformatics analysis to identify the secreted proteins either as classical secreted proteins, which are typically targeted to the endoplasmic reticulum by a signal peptide, and non-classical secreted proteins without a signal peptide. Till now, SignalP [46] has been a well-accepted method for sorting classical secreted proteins and SecretomeP [47] has been widely used for non-classical secretion. When we first used SignalP in combination with SecretomeP, this yielded 739 potentially secreted proteins in the current study. However, recently Henrik et al. [48] reported that SecretomeP induces more than 20% false positives. Instead, Deeploc obtained the highest accuracy (78% for subcellular localization; 92% for membrane-bound or soluble) on predicting non-classical secreted proteins when compared with other methods [49] . Therefore, in the current study we used the combination of SignalP and Deeploc, which led to 337 secreted protein candidates, of which 66% (221) were ranked as secreted by both programs. Yet, it should be noted that even with our stringent method of selection, a certain level of misclassification cannot be avoided. Additionally, some proteins may be aberrantly classified as non-secreted as observed for complement factor C1q.
The largest change in abundance induced by the combined effects of GR plus RF was the 9.57 × up-regulation of ADAMTSL1. This is a metalloproteinase located in the ECM and known to degrade aggrecan [50] . Two other metalloproteinases (MMP2 and MMP8) are up-regulated as well, suggesting that after GR plus RF, the ECM is in a catabolic state. Moreover, three proteins involved in the maturation of collagens, P4HA1, PPIC and SERPINH1, are down-regulated. Recently we have shown that inside the cells GR leads to an upregulation of certain focal adhesion proteins [17] . It suggests that upon GR plus RF adipocytes intensify the cell-cell interaction while going through a phase of increased ECM flexibility. At the moment, it is not clear whether this also occurs in vivo and whether it would influence weight regain or the metabolic condition after weight regain. Still, in a previous weight loss/follow-up intervention study, expression of the ADAMTSL1 and MMP2 genes were significantly up-regulated (FC = 1.09, q = 0.05; FC = 1.24, q < 0.0001, respectively) four weeks after return to a balanced diet [51] . This indicates that ECM adaptations occur also in vivo during weight loss and weight regain.
It is well established that adipose tissue secretes various components of the complement system. During development of overweight and obesity, the secreted levels of complement factors change, which is thought to contribute to the chronic low level inflammation of the adipose tissue and the development of health complications such as insulin resistance, type II diabetes and cardiovascular disorders [1] . In this respect, it has been suggested that modulation of the complement system could be a target for the prevention and therapy of obesity-associated metabolic diseases [11, [52] [53] [54] [55] . Twelve proteins with an influence on complement activation were identified in our in vitro system and eight of them were complement factors (Table 4) . Of those proteins, complement factor B (CFB) and complement factor 4B (C4-B) were significantly increased by GR plus RF, whereas the abundances of C1q and complement factor D (CFD) were significantly reduced. Such changes in vivo after weight loss and weight regain might lead to systemic changes in complement activity, especially in people with a high fat mass [52] . More generally, it could have local effects in the adipose tissue itself. Reduction of C1q and of C1s (p = 0.13) indicates a lower classical complement pathway. Yet, the increase of C4-B and mannan-binding lectin serine protease 1 (MASP1) suggest an increase of the C3 convertase C4bC2b.
Together with the strong increase of CFB, a local increase of C3a and C3b could be expected. C3a can be converted to C3desArg (acylation-stimulating protein, ASP) by carboxypeptidases B and N [56] . Here we found that adipocytes secrete carboxypeptide E, which is similarly able to remove arginine from the carboxyterminal tail of proteins. An increase of C3desArg would stimulate triglyceride uptake and glucose transport into adipocytes [57] . In the mouse it has been shown that CFB promotes adipocyte maturation and growth of fat droplets [58] . It is tempting to speculate that GR plus RF could have the same consequence. In addition, C3a has immune-modulatory properties and is often regarded as a pro-inflammatory factor [59] . Factor C3b in interaction with CBb converts C5 into C5a and C5b. C5a has chemotaxis activity and attracts neutrophils, basophils and macrophages. C5b forms with C6-C9 the membrane attack complex, which could be counteracted by the increase of clusterin (FC = 1.40, p = 0.09) [60] . Altogether, our in vitro observations suggest that changes in the complement system through GR plus RF may trigger uptake of triglycerides and glucose by adipocytes and may promote the attraction of immune cells (Figure 2 ). In fact, in the present study triglyceride content was measured by ORO staining and by measuring the diameter of the five biggest fat droplets [17] . The OD value was higher by about 10%, being 1.55 after NF and 1.69 after GR plus RF (p = 0.13). In line, the diameter was higher by about 14%, being 1.13 µm after NF and 1.29 µm after GR plus RF (p = 0.02). Although this is keeping with the proposed hypothesis, we have no absolute proof to attribute the increased fat content to the influence of complement factors. Regarding the involvement of the innate immune cells, gene expression studies in vivo have indicated that poor ability to reduce myeloid activity from the adipose tissue after weight loss is associated with increased risk of weight regain [11, 61] . the proposed hypothesis, we have no absolute proof to attribute the increased fat content to the influence of complement factors. Regarding the involvement of the innate immune cells, gene expression studies in vivo have indicated that poor ability to reduce myeloid activity from the adipose tissue after weight loss is associated with increased risk of weight regain [11, 61] . Various lysosome-based proteins were identified by our secretome profiling (Table 4) . Lysosomes function as a key degradative compartment of cells, of which lysosomal cathepsins display an essential role in maintaining cell homeostasis by autophagy and extracellular matrix degradation [62] [63] [64] . Their extracellular function is mostly associated with pathology and disease Various lysosome-based proteins were identified by our secretome profiling (Table 4) . Lysosomes function as a key degradative compartment of cells, of which lysosomal cathepsins display an essential role in maintaining cell homeostasis by autophagy and extracellular matrix degradation [62] [63] [64] . Their extracellular function is mostly associated with pathology and disease including metabolic syndrome in people with obesity [65, 66] . In the current study, we observed seven different cathepsins (A, B, D, F, K, L and Z) secreted by adipocytes. Five of the identified cathepsins were up-regulated by trend (Table 4) and two cathepsins were significantly up-regulated (Tables 3 and 4) after GR plus RF versus NF. In detail, cathepsin A (CTSA) and cathepsin L (CTSL) were significantly increased while other cathepsins showed a trend (Table 4) . CTSA is able to stabilize the extracellular beta-galactosidase/neuraminidase-1 complex, which is involved in the formation of elastic fibers [67] . In addition, it processes important vascular proteins including endothelin-1, bradykinin and angiotensin I, which are important for the regulation of blood pressure [68] . Pharmacological inhibition indicates a role of CTSL in adipogenesis/fat storage and glucose tolerance. Inhibition of CTSL reduced fibronectin degradation and increased the levels of the beta-subunits of the insulin receptor and insulin-like growth factor-1-receptor [69] . Studies have also shown that CTSL, like cathepsin S (CTSS), has proatherogenic properties [70] . However, those studies did not specifically look at the extracellular function of CTSL. Yet, a literature survey has shown that CTSL is one of the cathepsins involved in extracellular matrix degradation and tissue remodeling [63] . Serum levels of CTSL did not alter following 6-month CR in obese women [71] , but were reduced after an 8 week lifestyle intervention [72] . Here we show that GR plus RF significantly increased the extracellular CTSA and CTSL level. It seems therefore warranted to study the in vivo consequences of weight regain on plasma levels of cathepsins and assess the influence on fat storage, blood pressure and glucose tolerance. A number of proteins that change abundance significantly between GR plus RF and NF, has been described in relation to Alzheimer's disease. Amyloid-beta A4 protein (APP), which is a major component of the amyloid plaques in the brain of Alzheimer's patients [73] , is 1.43× down-regulated. Extracellular SORT1, which has been reported to be involved in plaque formation [74] , is 5.13× down-regulated in our study. PTGDS was 3.67× up-regulated due to GR plus RF. Interestingly, an up-regulation of the gene for PTGDS after ingestion of soybeans could lead to reduced amyloid-β accumulation and improved cognition [75] . A fourth protein, chitinase-3-like protein 2 (CHI3L2) is 3.43× up-regulated as the consequence of GR plus RF. CHI3L2 is known to bind to glycans, but lacks the required domain for chitinase activity [44] . Recently, it has been reported that the regional expression of CHI3L2 in the brain of late-onset Alzheimer's patients is altered in comparison to healthy persons [76] , but its function is presently unknown. Together, it would be worth to investigate whether weight cycling in humans could influence the expression of those proteins as well.
It should be noted that there are limitations to the present study. Firstly, SGBS cells have widely been used in vitro as a substitute for human white subcutaneous adipocytes since 2001 [13] , but a study by Yeo et al. [77] indicated that SGBS cells may also have browning potential. Secondly, arguments including the fact that MS data are based on multiple peptide quantifications per protein, make it convincing that MS quantification is highly accurate [78, 79] . Validation by another method has the risk of devaluating the quantitative data. Therefore, such validation was not performed. Thirdly, an in vitro model for weight loss and regain preferably is based on 'obese', hypertrophic fat cells. However, a hypertrophic phenotype of adipocytes differentiated in culture is difficult to define. For the present model it can be said that after 12 days of differentiation, SGBS cells contain 4× as much triglycerides than differentiated primary adipocytes [77] . Here we used 14 days differentiated SGBS cells with a 24% higher diameter of the five biggest fat droplets as compared to day 12 indicating an even higher fat content on day 14. Therefore, we feel confident to regard our findings as valuable clues for the consequences of weight loss and regain in overweight people. This can now be examined in human intervention studies.
Materials and Methods
Cell Culture
Human SGBS cells were obtained from Prof. Dr. M. Wabitsch (University of Ulm, Germany) [12] . SGBS pre-adipocytes were cultured in 6-well plates (Corning, Sigma-Aldrich, Zwijndrecht, The Netherlands) with Gibco™ Dulbecco's Modified Eagle Medium: Nutrient Mixture F-12 (DMEM/F-12, 1:1) media supplemented with 66 mmol/L biotin, 34 mmol/L D-pantothenate, 10% fetal calf serum (Bodinco BV, Alkmaar, The Netherlands) and 1% penicillin and streptomycin (Life Technologies, Thermo Fisher Scientific, Bleiswijk, The Netherlands) as described before [17] . Differentiation started once pre-adipocytes reached 90% confluence. During two weeks of differentiation (T0-T14), SGBS cells first went through four days with quick differentiation medium (serum-free DMEM/F12 medium containing 2 mg/mL human transferrin, 200 µmol/L human insulin, 5 mmol/L Cortisol, 20 µmol/L triiodothyronine, 1 mmol/L 3-isobutyl-1-methylxanthine and 5 mmol/L rosigilitazone). The other 10 days cells remained in 3FC medium (serum-free DMEM/F12 medium containing 2 mg/mL human transferrin, 200 µmol/L human insulin, 5 mmol/L Cortisol, 20 µmol/L triiodothyronine) as described before [17] . All chemicals were purchased from Sigma (Sigma-Aldrich, Zwijndrecht, The Netherlands) unless otherwise stated.
For GR, mature adipocytes on day 14 (T14) were cultured in basic DMEM/F12 medium (without glucose and phenol red (Cell Culture Technologies, Gravesano, Switzerland)), supplemented with 20 nmol/L human insulin and 0.1 mmol/L D-glucose for 96 h (T18GR). As the feeding control, mature adipocytes at T14 originating from the same pre-adipocytes were cultured for 96 h in NF medium (T18): DMEM/F12 medium without glucose and phenol red, but supplemented with 20 nmol/L human insulin and 17.5 mmol/L D-glucose.
For RF, after 96 h of GR, the cells were transferred to DMEM/F12 medium without glucose and phenol red (Cell Culture Technologies) but supplemented with 20 nmol/L human insulin and 17.5 mmol/L D-glucose for another 96 h (T22RF). From T14 onwards, the medium was gently refreshed every second day. Figure 3 provides an overview of the experimental approach. Figure 3 . Workflow of the secretome profiling. Firstly, human SGBS adipocytes were cultured and after NF, GR and RF, medium was collected for all the time points. After sample preparation, proteins were identified and quantified by LC-MS/MS. Finally, bioinformatic and statistic analysis were performed for functional interpretation. NF: normal feeding, GR: glucose restriction, RF: refeeding.
Collection of Secretion Medium
In order to avoid interference of phenol red with MS, for collecting the secretome at T14, adipocyte medium was changed to collection medium: basal medium (DMEM/F12 (1:1) without glucose and phenol red (Cell Culture Technologies, Gravesano, Switzerland)), supplemented with 20 nmol/L human insulin and 17.5 mmol/L glucose for 48 h (T12-T14). The collection medium at T14 was collected in a separate vial for each well. For NF, GR and RF, the medium was already without phenol red from T14 onwards. To collect the secretome after NF, GR and RF, the medium was collected at day 18 (T18 and T18GR) and day 22 (T22RF) from each well separately. The collected medium (4 mL per well) was centrifuged at 5000 rpm for 10 min (Universal 30 RF, Hettich Benelux B.V., Netherlands). Thereafter, the supernatant was gently moved to a new tube. The whole experiment was performed three times with triplicate samples. The first time the experiment was performed, the triplicate medium samples per time point were pooled to serve proper protocol assessment. For the second and third time that the experiment was performed, the triplicate samples were kept separately. This provided seven replicate samples per time point with in total 28 samples. These were snap-frozen in liquid nitrogen and stored at −80 °C for further analysis.
Sample Preparation
All samples were treated similarly according to the FASP protocol as described by Wisniewski et al. [80] . In short, after thawing and brief vortexing, the medium of each vial was added to a prerinsed filter device (Amicon ® Ultra−4 Centrifugal Filter Units, Sigma-Aldrich, Germany), centrifuged at 4000 g at 20 °C for 30 min. The fluid was discarded and the concentrated protein sample on the filter was washed with 3.5 mL 50 mmol/L ammonium bicarbonate and centrifuged at 4000 g at 20 °C Figure 3 . Workflow of the secretome profiling. Firstly, human SGBS adipocytes were cultured and after NF, GR and RF, medium was collected for all the time points. After sample preparation, proteins were identified and quantified by LC-MS/MS. Finally, bioinformatic and statistic analysis were performed for functional interpretation. NF: normal feeding, GR: glucose restriction, RF: refeeding.
Collection of Secretion Medium
In order to avoid interference of phenol red with MS, for collecting the secretome at T14, adipocyte medium was changed to collection medium: basal medium (DMEM/F12 (1:1) without glucose and phenol red (Cell Culture Technologies, Gravesano, Switzerland)), supplemented with 20 nmol/L human insulin and 17.5 mmol/L glucose for 48 h (T12-T14). The collection medium at T14 was collected in a separate vial for each well. For NF, GR and RF, the medium was already without phenol red from T14 onwards. To collect the secretome after NF, GR and RF, the medium was collected at day 18 (T18 and T18GR) and day 22 (T22RF) from each well separately. The collected medium (4 mL per well) was centrifuged at 5000 rpm for 10 min (Universal 30 RF, Hettich Benelux B.V., The Netherlands). Thereafter, the supernatant was gently moved to a new tube. The whole experiment was performed three times with triplicate samples. The first time the experiment was performed, the triplicate medium samples per time point were pooled to serve proper protocol assessment. For the second and third time that the experiment was performed, the triplicate samples were kept separately. This provided seven replicate samples per time point with in total 28 samples. These were snap-frozen in liquid nitrogen and stored at −80 • C for further analysis.
Sample Preparation
All samples were treated similarly according to the FASP protocol as described by Wisniewski et al. [80] . In short, after thawing and brief vortexing, the medium of each vial was added to a pre-rinsed filter device (Amicon ® Ultra−4 Centrifugal Filter Units, Sigma-Aldrich, Germany), centrifuged at 4000× g at 20 • C for 30 min. The fluid was discarded and the concentrated protein sample on the filter was washed with 3.5 mL 50 mmol/L ammonium bicarbonate and centrifuged at 4000× g at 20 • C for 30 min. For reduction, 15 µL of 200 mmol/L dithiothreitol was added and the filter was incubated at room temperature for 45 min. Next, to accomplish alkylation 18 µL of 400 mmol/L iodoacetamide solution was added and the filter was incubated at room temperature in the darkness for another 45 min. To stop the alkylation, 30 µL of 200 mmol/L dithiothreitol was added and the filter was incubated at room temperature for 45 min.
The alkylated protein sample on the filter was washed with 50 mmol/L ammonium bicarbonate at 4000× g at 20 • C for 40 min. To each concentrated protein sample 3 µg trypsin/Lys-C Mix was added, and after gentle mixing the filter device was incubated at 37 • C overnight. Peptide concentration was measured by the Pierce Quantitative Colorimetric Peptide Assay according to the manufacture's protocol (Thermo Fisher Scientific (#: 23275), Bleiswijk, The Netherlands). Then, digested peptides were diluted to the same final concentration of 0.25 µg/µL by 50 mmol/L ammonium bicarbonate.
Label-Free Protein Identification and Quantification
The mass analysis was performed using a nanoflow HPLC instrument (Dionex ultimate 3000, Thermo Fisher Scientific, Bleiswijk, The Netherlands), which was coupled on-line to a Q Exactive mass-spectrometer (Thermo Fisher Scientific, Bleiswijk, The Netherlands) with a nano-electrospray Flex ion source (Proxeon, Thermo Fisher Scientific, Bleiswijk, The Netherlands). An equal amount of Pierce Digestion Indicator peptides was added to all peptide samples as internal standard. 5 µL of this mixture was loaded onto a C18-reversed phase column (Acclaim PepMap C18 column, 75 µm inner diameter × 15 cm, 2 µm particle size, Thermo Fisher Scientific, Bleiswijk, The Netherlands). The peptides were separated with a linear gradient of 4-68% buffer B (80% acetonitrile and 0.08% formic acid) at a flow rate of 300 nL/min for 120 min.
MS data were acquired using a data-dependent top-10 method, dynamically choosing the most abundant precursor ions from the survey scan (280-1400 m/z) in positive mode. Survey scans were acquired at a resolution of 70,000 and a maximum injection time of 120 ms. The dynamic exclusion duration was 30 s. Isolation of precursors was performed with a 1.8 m/z window and a maximum injection time of 200 ms. The resolution for HCD spectra was set to 17,500 and the normalized collision energy was 30 eV. The under-fill ratio was defined as 1.0%. The instrument was run with peptide recognition mode enabled, but exclusion of singly charged and charge states of more than five. The entire experiment was repeated three times.
Database Search and Quantification
The MS data were searched using Proteome Discoverer 2.2 Sequest HT search engine (Thermo Fisher Scientific, Bleiswijk, The Netherlands) based on the UniProt human database [81] . The false discovery rate was set to 0.01 for proteins and peptides, which had to have a minimum length of six amino acids. The precursor mass tolerance was set at 10 ppm and the fragment tolerance at 0.02 Da. One miss-cleavage was tolerated, oxidation of methionine was set as a dynamic modification as well as carbamidomethylation of cysteines. Label free quantitation was conducted using the Minora Feature Detector node in the processing step and the Feature Mapper node combined with the Precursor Ions Quantifier node in the consensus step with default settings within Proteome Discoverer 2.2.
Data Normalization
The LC-MS-analysis was done in seven runs, each run containing a sample from each time point (T14, T18, T18GR and T22RF). Data normalization was done in two steps.
First, to correct data for possible differences between runs, we chose the 426 proteins, which were present in all of the test samples. We calculated the mean abundance of those 426 proteins in all seven runs (M) and mean abundance of those 426 proteins per run (m x for run x). Normalization factor 1 for run x (f1 x ) = M ÷ m x . Data were firstly corrected (D1) as follows: D1 = f1 x × original tested protein abundance in run x.
Additionally, the Pierce Indicator added to each sample was normalized by f1. The second normalization was then performed to stratify the protein abundances according to the Pierce Indicator. Normalization factor 2 for sample y (f2 y ) = Pierce's mean abundance from all 28 samples ÷ Pierce abundance in sample y. In general, the second normalization step was: D2 = f2 × D1. More specifically, the abundance of a protein in sample y of run x was normalized as f1 x × f2 y × original tested protein abundance.
Validation of Secreted Proteins and Imputation of Missing Values
To verify the secreted nature of the identified proteins, their amino acid sequences were obtained from UniProt and analyzed with SignalP and Deeploc. SignalP 4.1 Server [46, 82] was used to recognize classical secreted proteins by the fact that they contain a signal peptide for secretion, Deeploc−1.0 [49] was used for prediction of the subcellular localization by creating a recurrent neural network relying on protein sequence information per se. Proteins containing a signal peptide or located in the extracellular space were chosen as secreted proteins for further analysis.
Performing LC-MS analysis of proteins, values could be missing for various reasons [83] . When per time point three or less of the seven samples had missing values, the Multiple Imputation routine of SPSS was used to impute those values. Finally, only proteins recognized as secreted and with no more than three missing values were used for further analysis.
Statistical Analysis
Data were described as mean ± SEM, variable abundances were log 2 -transformed. To determine possible effects over time between NF and RF after GR, two-tailed dependent T-test was carried out with a cut-off for significance of p < 0.05. Statistical analyses were conducted using SPSS (version 22.0 Chicago, Illinois, USA). Fold changes (FC) from T18 to T22RF were calculated as follows: FC = 2 (log 2 T22RF − log 2 T18).
Conclusions
In summary, in this study we reported for the first time 94 proteins being secreted by adipocytes. In addition, our in vitro study demonstrated that GR followed by return to NF leads to changes in the secretome of adipocytes in comparison with NF alone. Major changes are related to extracellular matrix modification, factors of the complement system, extracellular cathepsins, and several proteins relevant for Alzheimer's disease. These observations can now be used as clues to investigate the metabolic consequences of weight regain, weight cycling or intermittent fasting. 
Acknowledgments:
We would like to thank med. Martin Wabitsch (University of Ulm in Germany) for kindly donating the human SGBS cell line.
Conflicts of Interest:
The authors declare no conflict of interest. 
Abbreviations
